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Supplementary Figure 1

Supplementary Figure 1 Legend

A. Following doxorubicin treatment of MCF7 cells (25 ng/ml), senescence was detected by the evaluation
of p21waf1 expression, B-galactosidase, PML bodies and flow cytometry analysis of y-H2Ax staining
(n=4+/- sd, Kolmogorov-Smirnov test, *** = p<0,001).

B. Representative images of 3-galactosidase staining in MCF7 and LS174T cells.

C. Quantification of y-H2Ax and PML bodies staining (n=4 +/- sd, Kolmogorov-Smirnov test, * = p<0,05).



LS174T LS174T

ZOOM

Purple dots: Tumor Cells Pink: Necrosis Purple Dots on pink background: Inflammatory cells

Supplementary Figure 2
Supplementary Figure 2 Legend

Parental and emergent LS174T cells were injected subcutaneously in NOD/SCID mice. Tumors were
recovered and histological specimen of LS174T or PLC tumors were stained (n=6). Area of necrosis are
identified by hematoxylin and eosin staining, the purple dots correspond to tumor cells, pink regions
correspond to necrosis, purple dots on pink regions correspond to inflammatory cells. In our experiments,
the necrotic area is generally composed of dead cells and abnormal eosinophils as shown in one
illustrative zoomed picture (B). The percentage of necrosis corresponds to the percentage of the necrotic
region as compared to the total surface.
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Supplementary Figure 3 Legend

A. Senescent cells were generated by treating LS174T cells with sn38 for 96h. Conditioned media (CM)

were collected after 24h of serum starvation. Cell emergence was induced after treatment for 7 days
using conditioned medium supplemented with 10% FBS. Clones were then counted using crystal violet
staining (n=3).

. Migration assays were performed using Boyden inserts. Conditioned media obtained from LS174T
parental or senescent cells stimulated with 10%FBS for 48h and supplemented with 3% FBS were
placed at the well bottom. After 72h, migrating cells were stained with crystal violet (one image
representative of three experiments).

. Migration assays were performed using Boyden inserts. Conditioned media obtained from MCF7
parental, senescent or emergent cells stimulated with 10% FBS for 48h and supplemented with 3%
FBS were placed at the well bottom. After 48h, migrating cells were stained with crystal violet (one
image representative of three experiments).

. Following emergence of LS174T cells, PLD and PLS cells were cell sorted and p21waf1 expression and
B-galactosidase staining were evaluated (n=3, one representative image).
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Supplementary Figure 4 Legend

Representative images of lung metastasis.
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Supplementary Figure 5

Supplementary Figure 5 Legend

Following senescence induction by sn38 or doxorubicin, emergent cells were generated from LS174T or
MCF7 cells by adding 10% serum for 7 days. Cells were then serum-starved for 24h and supernatants
were recovered. TSP1 concentration was evaluated by ELISA analysis (n=3+/-sd).
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Supplementary Figure 6
Supplementary Figure 6 Legend

A. Description of the PACSO08 clinical trial, blood collection and mass spectrometry approach. See clinical
trial ID: NCT00630032. Relapse was defined as: a local or regional relapse; a metastatic relapse, a
contralateral breast cancer, or death from any cause. Note that blood samples were obtained before
chemotherapy treatment.

B. ELISA analysis of TSP1 seric levels in patients that suffer from triple negative breast cancers (n=22).

C. Kaplan Meier analysis of the link between survival and TSP1 expression (n=225).
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Supplementary Figure 7 Legend

A. Senescence was induced in LS174T or MCF7 cells and TSP1 expression was evaluated on emergent
cells by immunofluorescence, either on the total population (left) or on senescent (middle) and dividing
(right) subpopulations. Ki67 staining identifies the clones that have restarted proliferation in the middle
of senescent cells (n=3, one representative image).

B. Cells have been infected with a lentivirus expressing an shRNA directed against CD47 or a non
targeting control. Clonogenic tests were then performed and cell growth was analyzed after 8 days
(n=3 for LS174T, n=4 for MCF7 +/- sd. Kolmogorov-Smirnov test, *= p<0,05).

C. LS174T cells have been infected with a lentivirus expressing an shRNA directed against CD47 or a non
targeting control. Senescence was then induced for 4 days, 10% serum was added to start emergence
and mRNAs were then extracted after two days to evaluate the expression of CD47 and TSP1 by RT-
QPCR (n=3 +/- sd).



j

3 p-Rb (S780) 110KD
Cyclin A EI 55KD
p21 9 I;__l 21KD

g

Emerging Clones (%)
8

504 hsc70 E’ 70KD
> N
o! S
_O\(\ 61} o o
%> o

C
: &
Doxorubicin IW Senescence g6 o cba7
I 2 days . siCtrl ;
T i Facs Analysis 5
p21waft SiRNA )
1gG 5
sip21 :
H
[
— 3
D. E. MCF7
LS174T CD47
. MCF7 LS174T : ‘
o i i
1.4+ ® 3; ':Ew.»
g § 121 5 | N
= g 1.0{ eose D A T
o
E 5 E 0.84 i i cpa7
3 S L 0.6 3 il
3 2 *} }l \L
£ B 0.4 3 i
2 ° it Iy |
o © 0.2 t N
0.0 4oy ‘ : ' ¢
S &
50 &

Supplementary Figure 8

Supplementary Figure 8

A. Senescence was induced in MCF7 and after 96h cells were transfected with control siRNA or siRNA
directed against p21waf1. 10% FBS was added after two days to allow cell emergence (n=4).

B. MCF7 cells were treated as above and cell extracts were recovered two days after p21waf1 inactivation
by siRNA. The expression of the indicated proteins was analyzed by western blot (n=4).

C. MCF7 cells were treated as above to induce senescence and after 4 days, cells were transfected with
control siRNA or siRNA directed against p21waf1. CD47 expression was analyzed by flow cytometry
after two days (n=4).

D, E. Growing cells were transfected with control siRNA or siRNA directed against p21waf1. Clonogenic
tests were then performed and cell growth was analyzed after 8 days (D) and the expression of CD47
was analyzed in growing cells in parallel by flow cytometry (n=4 +/- sd, Kolmogorov-Smirnov test, *=
p<0,05 one representative image is shown).
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Supplementary Figure 9

Supplementary Figure 9 Legend

A. LS174T cells have been infected with a lentivirus expressing an shRNA directed against Myc or a non
targeting control. Clonogenic tests were then performed and cell growth was analyzed after 8 days
(n=3 +/- sd).

B. In parallel, mMRNAs were extracted and the expression of THBS1 was evaluated by RT-QPCR ( n=4 +/-
sd. Kolmogorov-Smirnov test, *= p<0,05).



|
G0

— ™ wye]

Senescent Cells .
@@ 2qMsh My v C D4Toh Persistent Cells
p y p21 Ianychlghc D47l:w«

—— = [coar] )

®
. e 0 Treatment ! TSP1
000 V
09 9 — ™ >

Persistence

Senescence

Emergence

Increased Transformation

Supplementary Figure 10

Supplementary Figure 10: Summary Model



